Adamts18 deficiency promotes colon carcinogenesis by enhancing β-catenin and p38MAPK/ERK1/2 signaling in the mouse model of AOM/DSS-induced colitis-associated colorectal cancer
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Methods
Inflammatory genes RT 2 PCR array
Expression of inflammatory genes was evaluated with the mouse RT 2 Profiler PCR Inflammatory Cytokines and Receptors Array (SABiosciences). Two micrograms of RNA were used for cDNA synthesis with the RT 2 First Strand Kit (SABiosciences). The RT 2 Profiler array was probed according to the manufacturer's protocol using the Profiler PCR Array System and SYBR Green/Fluorescein qPCR Master Mix (SABiosciences) in an ABI 7900 sequence analyzer (Applied Biosystems). Gene expression was compared with the dedicated Web-based software package (http://www.superarray.com/pcr/arrayanalysis. php), which automatically performs all ΔΔCt based fold-change calculations from the specific uploaded raw threshold cycle data.
Angiogenesis analysis
Tumor tissues were fixed in 10% formaldehyde in phosphate-buffered saline (PBS), pH 7.4, dehydrated and embedded in paraffin and sectioned with a microtome.
Intratumoral vascular density was assessed by staining with goat anti-mouse CD31 antibody (Santa Cruz Biotechnology Inc., CA). Microvessel positive area (MPA) was determined by light microscopy in areas of invasive tumor containing the highest numbers of capillaries and microvessels per area. MPA was expressed as the positive staining of microvessel per high-power field.
Real-time reverse transcription-polymerase chain reaction (RT-PCR)
Total RNA was extracted from colon tissues using TRIzol (Invitrogen Corp.). The RNA was treated with DNase according to the manufacture's instructions (Invitrogen Corp.). A total of 1 µg of RNA was reversetranscribed with SuperScript TM III First-Strand cDNA Synthesis Kit (Invitrogen Corp.). The mRNA levels were determined using real-time RT-PCR sequence detection (7500 Real Time System; Applied Biosystems). Primers are listed in Supplementary Tables 1 and 2 . Levels of mRNA expression were normalized to actin mRNA. 
Murine
Supplementary
Primer Sequence p1 5′-TCTGCTGGAAGAAGAACCTGTAAGTGGAA-3′ p2 5′-TTTCCTCCTTCCTTTGCTGCCTTGTCTG-3′ p3 5′-GGTGTTGGTTGGTATAGCTGAGCTGGAAA-3′ E 4 F 5′-TCCTCATCTCACCGCTACCTCA-3′ E 6 R 5′-GGTCCCATCTTTGAACAGGCTA-3′ Supplementary
